Methods

Fluorescent In Situ Hybridization (FISH) and Immunofluorescence (Figures
). Cells were fixed in freshly made 4% paraformaldehyde in PBS (pH 7.4) for 15 min at room temperature and rinsed two times in PBS. After dehydration in 70% (v/v) ethanol for at least 6 hours at 4°C, cells were rinsed by PBS three times and penetrated in 0.5% (v/v) Triton in PBS for 10 min at room temperature. Cells were then equilibrated twice in 2X SSC and 40% (v/v) 
PCR and qPCR.
To assess splicing of β--globin intron 1 (Figure  1b , 3b, and 4b), transcripts were reverse transcribed using a random hexamer primer. PCR was performed next with an initial incubation at 94°C for 2 min, followed by up to 28 cycles of 45 s at 94°C, 30 s at 58°C and 2 min at 72°C. PCR primers 5'--GCAACCTCAAACAGACACCA--3' and 5'--GAACTCCAGCAGGACCATGT--3' were used.
To assess splicing of α--globin intron 2 (Figure  1c ), transcripts were reverse transcribed using a random hexamer primer. PCR was performed next using an initial incubation at 94°C for 2 min, followed by up to 28 cycles of 45 s at 94°C, 30 s at 59°C and 40 s at 72°C. PCR primers were 5'--ACTTCCCGCACTTCGACCTGAG--3' and 5'--GCAGTCTGAACCAGAGGCTGACTC--3'.
To assess splicing of α--globin intron 2 (Figure 1d ) in nascent transcripts immunoprecipitated with transfected RNAP II, a gene--specific primer 5'--GGCTGACTCTCTCCGCTTGG--3' was used for reverse transcription. qPCR was initiated by incubation at 95°C for 10 min, followed by 55 cycles of 15 s at 95°C and 1 min at 60°C. Primers 5'--CCCTGGAGAGGATGTTCCTG--3' and 5'--CCCTTAACCTGGGCAGAGC--3' were used for quantification of spliced transcripts; and primers 5'--GTGAGGCTCCCTCCCCTG--3' and 5'--TAGGTCTTGGTGGTGGGGAA--3' for quantification of unspliced ones.
To assess splicing of endogenous C--FOS (Figure 1d Supplemental Figure 3 
